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ERSION OF AMENDMENTS MARKED TO SHOW CHANGES ^ % 



Please replace the paragraph beginning at page 2, line 2 with the following: | | tj^ 

-This application is a continuation of Application Serial No. *^ ^ W 

11 1997 now abandoned; which is a continuation-in-part of Application Serial No. 08/899 247, 
filed Jur y ^l^^ aadaaab which is a continuation-in-part of Application Serial No. 
08/832,078 filed April 3, 1 007 , icg "* H as TT s - Patent No. 6 ,040,497 . - 

Please replace the paragraph beginning at page 86, line 1 1 , with the following: 
-Glyphosate resistant corn lines GA21, FI117, GG25 and GJ11 ^ were ^ ^ vmou. 
inbred linesTo facilitate hybrid development as described in example 14 G nomic DNA used 
for Southern blot analyses was isolated from the resu ting backcrossed plan , ^ ^oss 

^^Z^V^s spec§c 8 to the PDPG434 *^f™^«^Z 
Negative segregants served as nontransgemc control plants. The ^ P™^/; 
analysis spanned the mutant EPSPS-nos junction and generated a 192 bp fragment The 
seauence of the upper primer located on the mutant EPSPS gene is a 
^r^T ArGACGACC ACAGGATG-3 ' rSF.O TP NO:l) . The sequence of the lower primer 

isolated from positive and negative plants as described in Dellaporta et al, (1983). DNA was 
isolated from field-grown and greenhouse-grown plants. ~ 

Please replace the paragraph beginning at page 86, line 27 with the following: 
-DNA fragments used for probe preparation were isolated by gel ^jficjtorf 
restriction digests^ plasmid DNA or were generated by PCR. The ; mutant EPSPS i FCR 
fragment used as a probe was generated using primers that produce a 324 bp fragment interna to 
2eS* gene. This fragment initiates approximately 400 bp down stream ^ start 
codon The primer sequences used to generate this fragment are. ^ 

SSSSSS^ (Jgga A Prlswer^ eledw^h^Pusing 

columns (Isolab Inc., Akron, OH). Blots were prehybndized at 65 C ! for 1-2 hours and 
^ zed with denalured probe for approximately 18 hours at 65° C J^n^ an 
hybridization solution consisted of 5X SCP, 2X Denhardt's Solution, 0.05 M Tns, pH 8.0, 0.2 A 
fflS 10 mM EDTA, 100 mg/1 dextran sulfate, and 125 ,g/ml 

Following hybridization, blots were washed 4 times for 10 min. in 0.25X SCP/0.2/o SDb. 
S^^S«WotSd dry and visualized by autoradiography. To reprobe blots, probes were 
IS^ISSS^ in 0.05 M NaOH/0.2% SDS for 10 min. followed by neutralization in 
0.2 M Tris, pH 7.5/0.2% SDS/0.1 X SCP for 20 minutes at approximately 25 C. - 

Please replace the paragraph beginning at page 96, line 24 with the following: 
-The presence of a gene in a transformed cell may be detected through the us* of 
polymerase chain reaction (PCR). Using this technique specific fragments of DNA can be 
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«n««i and detected following agarose gel electrophoresis. For example the mutant EPSPS 
Z may S^uS^S Two hundred to 1 000 ng genomic DNA is added to a reaction 
^^^X-L-BCi P H 8.3, 1.5 mM MgCl 2 , 50 mM KC1, OA mg/ml gelatin, 
KS dATP, dCTP, dGTP, dTTP, 0.5uM each forward and reverse DNA P™* 20% 
glycerol and 2.5 units Taq DNA polymerase. The primer sequences are (upper) 5 - 
TTTrrrTTTTGGGGATGTG-3 ' (S^n TP NO:3) and (lower) 5- 

?5KSSSKw- (SEQJDNC^ The reaction is run in * 
machine as follows: 3 minutes at 94 C, 39 repeats of the cycle 1 minute at 94 C, 1 minute at 
T C 30 ^conds a 72 C , followed by 5 minutes at 72 C. Twenty ul of each reaction mix is run 
n ,3 5%^ gel in TBE buffer(90 mM Tns-borate, 2 mM EDTA) at 50 V ^ ^ 
hours. Using these primers a 324 base pair fragment of the mutant EPSPS transgene is 



amplified. 



25225270.1 



16 




APPENDIX B: PF -NDTNG CLAIMS 

/ AmMu1 ^ a method of plant breeding comprising the steps of: 

.Lire nlants said first parent maize plant comprising a first EPSPS 
CeTwhS ft- parent plan, is capable of being -nder^-nale-sten.e 
bTtteatmen, of said plant with glyphosate, and wherein said first plant is 
vegS and female reproductive* tolerant to said treatment with the 

[ii!) caustag Sd tot parent maize pran, to be male-sterile by treating said first parent 

(iv) "dmSSparen, p,an. to pollinate the firs, parent maize plant; 

and . ! + 

(v) harvesting seeds produced on the first parent maize plant. 

0 „ r Atr.«,rf«T> The method of claim 83, wherein said second parent maize plant is further 

^fmeA" 
tolerance to said glyphosate. 

85 (Amended) The method of claim 84, wherein said second parent plant is still further 
defined as male reproductively tolerant to said glyphosate. 

86. (Amended) The method of claim 85, wherein both said first and said second parent 
maize plants are treated with said glyphosate. 

87 (Amended) The method of claim 86, wherein treating said first and second parent plants 
comprises an over-the-top application of said glyphosate. 

96 (Amended) The method of claim 87, wherein treating comprises an over-the-top 
application of from 8 ounces per acre to 96 ounces per acre of glyphosate. 

97. (Amended) The method of claim 83, wherein said treating is carried out between the V4 
and VT stages of development. 

98 (Amended) The method of claim 83, wherein the step of causing said first parent plant to 
be malice Comprises an application of from 8 ounces per acre to 96 ounces per acre of 

glyphosate. 
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APPENDIX B- PENDTNr.CT atm« 

83. (Amended) A method of plant breeding comprising the steps of 

POl ! in f Tr Ximity S6edS Capable of ^in g into first and second 
parent maize plants, said first parent maize plant comprising a first EPSPS 
transgene, wherein said first parent plant is capable of being rendered male-sterile 
by treatment of said plant with glyphosate, and wherein said first plant is 
vegetatively and female reproductively tolerant to said treatment with the 
glyphosate; 

(ii) cultivating said seeds to produce said first and second parent maize plants- 
Cm) causing said first parent maize plant to be male-sterile by treating said firs! parent 
plant with said glyphosate; P 

(iv) Rowing the second maize parent plant to pollinate the first parent maize plant; 

(v) harvesting seeds produced on the first parent maize plant. 
d^n.H^ 611 ' 16 ^- meth0d ° f Cl3im 83 ' Wherein said second P™* maize plant is further 

" sformation event ' said second piam having vegetative 

LWa^t^ 

86. (Amended) The method of claim 85, wherein both said first and said second parent 
maize plants are treated with said glyphosate. P 

87. (Amended) The method of claim 86, wherein treating said first and second parent plants 
comprises an over-the-top application of said glyphosate. P 

ILir^f^ ? e meth ° d ° f daim 87 ' Wherein treatin § com P ri ^s an over-the-top 
application of from 8 ounces per acre to 96 ounces per acre of glyphosate. 

L ? d VT^?^^ ° f daim 83 ' Wherdn ^ ^ is ™™« -t between the V4 

98. (Amended) The method of claim 83, wherein the step of causing said first oarent olant to 
gly^hosatf C ° mPriSeS " aPPHCati0n ° f fr ° m 8 ^ Pe " acre t0 96 ^TOS^ 
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84. (Amended) The method of claim 83 , wherein said second parent maize plant is further 
defined as comprising a second transformation eventH, said second plant having [vegative] 
vegetative tolerance to said fpfeseieeted=hert»teide] glyphosate. 

85. (Amended) The method of claim 84, wherein said second parent plant is still further 
defined as male reproductively tolerant to said [pfesderte*h«bieide] g lyphosate . 

86. (Amended) The method of claim 85, wherein both said first and said second parent maize 
plants are treated with said [pfeseketed^hefbieide] glyphosate . 

87. (Amended) The method of claim 86, wherein treating said first and second parent plants 
comprises an over-the-top application of said [pre sent e d h e rbi c id e] glyphosate . 



96. (Amended) The method of claim £94] 87, wherein [the at op of caus mg-said-fkst^arent 
planHe^-fflate-stefile] treating comprises an over-the-top application of from 8 ounces per acre 
to 96 ounces per acre of glyphosate. 

97. (Amended) The method of claim [96] 83, wherein said [glyprrosate-is-appli^] treatin g is 
carried out between the V4 and VT stages of development. 

98. (Amended) The method of claim [95] 83, wherein the step of causing said first parent 
plant to be male sterile comprises an application of from 8 ounces per acre to 96 ounces per acre 
of glyphosate. 



2.0 REMARKS fe.Wi. H ^ ^ ^ 1 ^T^^' 

The title of the application has been amended to reflect the subject matter elected for 
prosecution in the instant case. The specification has been amended to insert information 
regarding the parent application of the instant case. 
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